For perfusion of rat brain at pH 6.0, each liter of fixative was made up as follows: 400 ml of 0.2 M NaH2PO4;
iOO ml of 0.2 M Na2HPO.1; 16.18 g of glucose;
4 ml of 0.5% CaCl2; 5 g of paraformaldehyde Following the reaction with diaminobenzidine, sections were osmicated, then processed for electron microscopy following standard procedures.
Results

Effect ofFixation
upon Thy-i Antigenicity in
Brain Membranes
Our first objective was to find fixation conditions that were compatible with the retention of the antigenicity of Thy-i. For this we used isolated brain membranes, as these could be conveniently fixed under a number of different conditions, and the Thy-1 antigenicity remaining then measured by quantitative absorptions.
In an initial experiment the membranes 
Cross-linking of Membrane Proteins and Thy-i by
Cold Aldehyde Fixation
An essential requirement of fixation for immunohistochemistry is that the antigenicity remaining in a tissue section is contained on molecules that have been cross-linked to other components ofthe tissue. We therefore wanted to assess whether the conditions of cold fixation we used were able to cross-link the components of brain and, in particular, Thy-!. For the work described in this section, the fixative used was that described for perfusion of rat brain at pH 6.0 and 4#{176}C. However, it was necessary to return to using brain membranes as the Thy-i-containing material, as fixed brain was not suited for this analysis. 
Immunohistochemistry of Thy-i in Brain Fixed by
Cold Aldehyde Perfusion Figure  5 illustrates the improvement in localization of Thy-! in nervous tissue after fixation using cold aldehyde perfusion.
As seen under the light microscope the structural preservation of tissue appears to be excellent, as shown in Figure  5a 
Discussion
The points raised in this article that require further comment fall into two classes. The first concern the general applicability of the methods we have used to develop a suitable fixation procedure; the second concern the specific conditions developed for fixation of Thy-i for immunohistochemistry, and their effect on the binding of the two sorts of antibodies used. 
